Mycoplasma pneumoniae is an important respiratory tract pathogen. It is a leading cause of atypical pneumonia and other respiratory infections such as tracheobronchitis, bronchiolitis, croup, and less severe upper respiratory tract infections (8) . The incidence rate varies greatly according to age and is highest among primary school children. Epidemics take place at intervals of 4 to 7 years (5). M. pneumoniae infections spread slowly in the family setting, with a median case-to-case interval of 23 days (4) .
A 170-kDa protein, P1, has been identified as a major cytadhesin and virulence factor of M. pneumoniae (2) . This protein and the gene coding for it have been extensively studied. On the basis of hybridization patterns with subclones of the P1 gene as probes in Southern blot analysis of genomic DNA (12) , clinical isolates of M. pneumoniae can be classified into two types. Sequence analysis of the P1 gene revealed sequence divergence between isolates belonging to the two different types (10) . This classification into two types was confirmed by restriction enzyme fingerprinting of genomic DNA and two-dimensional gel electrophoresis of total proteins (11) . We report here on the use of a DNA amplification fingerprinting technique (16) was inoculated into 2 ml of SP4 broth (14) without thallium acetate and supplemented with amphotericin B (0.5 mg/ml) and polymyxin B (500 U/ml). Three serial 20-fold dilutions of this primary broth were made in SP4 broth. The four broths were incubated aerobically at 37°C and observed for color change over a period of 6 weeks. When color change was noticed, a 0.1-ml aliquot of the broth was subcultured on an SP4 solid medium (made by adding 8 g of agar per liter). The SP4 agar was examined weekly for the appearance of typical M. pneumoniae colonies, which were then subcultured in fresh SP4 broth for subsequent DNA extraction.
Lyophilized M. pneumoniae strains that were sent to our laboratory were cultivated accordingly.
For DNA extraction, 200 ,ul of culture was centrifuged at 13,000 x g for 40 min at room temperature. Pellets were resuspended in 150 RI of buffer containing 50 mM glucose, 25 mM Tris HCl (pH 8), and 10 mM EDTA and lysed after addition of 12.5 RI (1 mg/ml) of proteinase K and 12.5 RI of 10% (wt/vol) sodium dodecyl sulfate. Incubation took place at 50°C for 30 min. DNA was isolated by subsequent phenol and phenol-chloroform-isoamyl alcohol (25:24:1) extractions followed by ethanol precipitation (9) . DNA concentrations were estimated by gel electrophoresis through 1% agarose gels in 0.09 M Tris borate-0.002 M EDTA, staining with ethidium bromide, and comparison with samples containing a known amount of DNA (9) .
For PCR fingerprinting, several primers were tested. A list of the primers used is presented in Table 2 . For amplification, the reaction mixtures consisted of 10 mM Tris HCl (pH 9), 50 mM KCl, 2.5 mM MgCl2, 0.1% Triton X-100, and 0.2 mM deoxynucleoside triphosphates. One unit of Taq DNA polymerase (Shaero-Q, Leiden, The Netherlands), 50 pmol of primers, and about 10 ng of DNA were used in a final reaction volume of 100 pI. The amplification time and temperature profiles that were used for primers HLW 74, HLW 85, 1254, D 14216, and D 8635 were as described previously (1, 7) . With primer OJPU4, the first four cycles consisted of 5 min of denaturation at 94°C, 5 min of hybridization at 36°C, and 5 min of elongation at 72°C. For the 30 cycles that followed, the denaturation and hybridization times were reduced to 1 min, whereas the elongation time was reduced to 2 min. The final elongation step was 10 min. Amplifications were carried out in a Biomed model 60 thermocycler or a Techne model PHC-2 thermocycler. The amplification products were size fractionated on a 1% agarose gel containing 0.09 M Tris borate and 0.002 M EDTA and visualized by staining with ethidium bromide (9) .
In a first series of experiments, all primers listed in Table 2 J. CLIN. MICROBIOL. Another interesting point is whether the type of strain can be associated with the clinical picture of the patient. In this study, we could not find a relationship between the type of strain and the severity of the disease (Table 1) . The majority of patients had pneumonia or bronchitis. Only one patient had an upper respiratory tract infection. This strain could not be distinguished from the others on the basis of the fingerprinting pattern. We conclude that PCR fingerprinting is a rapid and reliable method for typing M. pneumoniae isolates. There is an excellent correlation with results obtained with other molecular typing methods. M pneumoniae isolates can be divided into two types. The method could not distinguish isolates within each group, confirming the highly conserved nature of the M pneumoniae genome and clonality of the population structure.
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